Here, we describe a sorbitol-based optical clearing method, called modified Sca/eS that can be used to image all hair cells (HCs) in the mouse cochlea. This modification of Sca/eS is defined by three steps: decalcification, de-lipidation, and refractive index matching, which can all be completed within 72 h. Furthermore, we established automated analysis programs that perform machine learningbased pattern recognition. These programs generate 1) a linearized image of HCs, 2) the coordinates of HCs, 3) a holocochleogram, and 4) clusters of HC loss. In summary, a novel approach that integrates modified Sca/eS and programs based on machine learning facilitates quantitative and comprehensive analysis of the physiological and pathological properties of all HCs.
Note: Images iv-viii in Figure 1 show how transparent the cochlea becomes after 20 min (images were acquired at increments of 5 min). 
B. Automated HC analysis protocol based on machine learning
HCs were automatically detected and analyzed using custom MATLAB scripts (R2017b, MathWorks), the details of which were provided in a previous study . The MATLAB source code is available on GitHub (https://github.com/okabe-lab/cochlea-analyzer.git).
Data analysis procedures including statistical analysis were described in the original publication of the protocol (Urata et al., 2019) . The actual running of the program was shown in this protocol paper. 
